Kinetic Enzymatic Method for Determining Serum Creatinine

Materials and Methods Reagents
The following chemicalsused were of reagent grade unless stated otherwise:glycylglycine (Nutritional Biochemicals Corp., Cleveland, Tricine, N-tris(hydroxymethyl)methylglycine. A range of 70-80 mmol/liter ( Figure  3 ) was found to be optimal.
Coupling enzymes.
The optimum activity conditions for the four enzymes in the assay were investigated (Figures 4-7) .
Other components.
The remaining reagent components were also investigated. Table 1 shows the final formula that we found to be optimum. The linearity of the method is shown in Figure 8 . Once the optimum concentration of a particular component was found, it was maintained at that concentration while the next component was optimized.
Results
Analytical
Variables
Buffer/pH.
The optimal buffer and pH for the assay system was studied by determining the maximal rate of change in absorbance at 340 nm for a serum having a creatinine concentration of 50 mgI liter when 100 mmol/liter of either glycylglycine, 
Recovery Studies
Analytical recovery of creatinine added to both pooled normal and abnormal (from dialysis patients) sera was investigated (Table 3) . Combined, the average recovery was 102.0%, with no significant difference between results for the two.
Performance
Serum samples
were assayed by using the direct Jaff#{233} method (12) and compared with those of the present method (Figure 9 ). Linear regression analysis indicates that the Jaff#{233} procedure gives higher creatinine values. Student's t-test comparing the means of the two sets of data indicate they are significantly Fig. 7 . Effect of lactate dehydrogenase on rate of creatinine assay to be greaterwith urinesamples than with the serum.
